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Hygromycin sequence 



Electroporate at 

O.D. - 0.7 
30 |ig Hyg oligo 
30 \ig PYAC oligo 



Recover in trichostatin A 
16 hrs 



Plate on 
hygromycin 
plates 



etc. 



Plate on -I r 
aureobasidin M = Correction 
plates J Aureo' Eftaency 



SNP analysis for detection 
of nonselectable second site 
alteration 



96-well culture plate 
containing Hyg r cells 



wt 5' ...GATGTAGGAGGGCGTGGATATGTCCTGCGGGTAAATAGCTGC... 3* 

mutant 5* ...GATGTAGGAGGGCGTGGATAGGTCCTGCGGGTAAATAGCTGC... 3* 

converted 5' ...GATGTAGGAGGGCGTGGATACGTCCTGCGGGTAAATAGCTGC... 3' 

Hyq3S/74NT 5' G*T*A*GAAACCATCGGCGCAGCTATTTACCCGCAGGACGT 
ATCCACGCCCTCCTACATCGAAGCTGAAAGCAC*G*A*G 3' 



Human DNA 
-230 kb from Chromosome 11 



LYS2 
□ TEL 




ATGGTGCACCTGACTCCTGTGGAGAAGTCTGCCGTTACTGCCCTGTGGGGCAAG . 

\ Two nonselectable nucleotide alterations ^ 

in p-globin gene 



ACG 



TGA 



£Thal1 



5' G*C*C*TCACCACCAACTTCATCCACGTTCACCTTGCCTCACAGGGCAGTAA 
CGGCAGACTTCTCCACAGG*A*G*T 3* 
|3Thal2 5" T*A*A*CGGCAGACTTCTCCACAGGAGTCAGGTGCACCGTGGTGTCTGTTTG 
AGGTTGCTAGTGAACACAG*T*T*G 3* 



Fig. 2 




Hyg3S/74NT 



Hyg3S/74NT+0Thal1 



AGTCTGCCGTTACTGCCCTGTGGGGCAA. . 
AGTCTGCCGTTACTGCCCTGTGAGGCAA. . 




A (converted) 
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Fig. 3 




no overexpression 
plasmid 
□ +pYNARad51 



Hyg3S/74NT Hyg3S/74NT + pThal2 KanUD3/71 



ATGGTGCACCTGACTCCTGTGGAGAAGTCTGCC . 
. ACGGTGCACCTGACTCCTGTGGAGAAGTCTGCC 



T (unconverted) 
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Fig. 4 



